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RNAse PROBE PROTECTION ASSAYS IN SCREENING FOR MODULATORS 
OF IMMUNOGLOBULIN GERMLINE TRANSCRIPTION 



This application is a continuing application of U.S. provisional patent application Serial No. 60/201,333, 
filed 2 May 2000. 

1 BACKGROUND OF THE INVENTION 

\T. t Immunoglobulins must bind to a vast array of foreign molecules and thus exist in many forms. The 
;.g sequence of the variable (V) region of immunoglobulin molecules varies tremendously, conferring 
! £J virtually unlimited capacity to bind antigens. The constant (C) region comes in five different varieties: 
" a, 5, e, y and U, providing five different isotypes: IgA, IgD, IgE, IgG and IgM, each of which performs a 

different set of functions. B cells initially produce only IgM and IgD, and must be activated or induced 

to produce the other isoforms, such as IgE. 

Q The course of IgE production starts with the activation of B cells. Upon activation with an antigen, B 
|:=J cells follow one of two differentiation pathways: they may differentiate directly into plasma cells, which 

are basically antibody-secreting factories, or they may give rise to germinal centers, specialized 
15 structures within lymphoid organs. In the latter, successive rounds of mutation of the V region genes 

is followed by expression of the gene products on the cell surface, with selection of the cells on the 

basis of the affinity of the mutated immunoglobulins against the antigen. 

In both pathways of antigen-induced B cell differentiation, isotype switching occurs in which the C 
region of the immunoglobulin heavy chain changes from the joint expression of IgM and IgD on naive 

2 0 B cells to expression of one of the downstream isotypes such as IgE. This switching involves the 

replacement of upstream C regions with a downstream C region that has biologically distinct effector 
functions without changing the structure of the variable portion and, hence, its specificity. For IgE 
switching, a deletional rearrangement of the Ig heavy chain gene locus occurs, a rearrangement that 
joins the switch region of the u gene, Su, with the corresponding region of the e gene, Se. This 

2 5 switching is minimally induced by IL-4 or IL-13, which initiates transcription through the Se region, 
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resulting in the synthesis of germ-line (or "sterile") e transcripts; that is, transcripts of the unrearranged 
Ce heavy genes. This IL-4 induced transcription is inhibited by IFN-y, IFN-a, and TGF-p. A second 
signal, normally delivered by T cells, is required for actual switch recombination leading to IgE 
production. The T cell signal may be replaced by monoclonal antibodies to CD40, Epstein-Barr viral 
5 infection, or hydrocortisone. 

Recently, the mechanism of class switch recombination has been explained by an accessibility model, 
wherein the specificity of the switch gene rearrangement is determined by the modulation of switch 
region accessibility; that is, the opening up of the chromatin in certain areas, allowing the required 
protein/enzyme complexes access to the genes. 

10 IgE antibodies are crucial immune mediators of allergic reactions, and have been shown to be 

responsible for the induction and maintenance of allergic symptoms. For example, the introduction of 

]z i anti-lgE antibodies has been shown to interfere with IgE function, thus working to alleviate allergic 
symptoms. See Jardieu, Current Op. Immunol. 7:779-782 (1995), Shields et al., Int. Arch. Allergy. 

4 Immunol. 107:308-312 (1995). 

1;5 The expression of germline transcripts has been shown to precede and be essential for 
! == immunoglobulin or antibody class switch recombination in differentiating B cells. As B cells proceed 
L from the expression of Immunoglobulin Mu (IgM) and Delta (IgD) to the downstream forms of Ig, 
Lfj cytokine signals help determine which germline transcripts will be produced and thus which constant 
j =H region will recombine with the variable region of the expressed Ig. For example, IL-4 has been shown 
2§ to induce the expression of IgE germline transcript and TGF[31 can induce IgA. 

RNAse protection assays (RPAs) are described in Berton et al, PNAS USA 86:2829 (1989); Berton et 
al., Int. Immunol. 4:387 (1992); Turaga etal., J. Immunol. 151:1383 (1993); and Warren et al., J. 
Immunol. 155:5637 (1995), all of which are expressly incorporated by reference; 

It is one object of the present invention to use RNAse protection assays to screen and evaluate 

2 5 candidate agents for the ability to effect one or more germline transcripts. In addition, it is an object of 

the invention to provide for specific RNAse protection probes (RPPs) that can be used to facilitate this 
identification. Furthermore, it is an object of the invention to provide kits and compositions for these 
assays and analyses. 

SUMMARY OF THE INVENTION 

3 0 In accordance with the above objects, the present invention provides methods of screening for 
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candidate agents capable of modulating germline transcription comprising adding a library of 
candidate agents to a plurality of cells and preparing mRNA from said plurality of cells to form an 
mRNA mixture. At least a first RNAse protection probe (RPP) substantially complementary to a first 
germline mRNA is added to the mixture to form a first hybridization complex between the first germline 
mRNA and the first RPP. An RNAse protection enzyme (RPE) is added to the mixture, such that 
mRNA that is not protected is digested. The amount of the first germline mRNA is quantified as 
compared to a cell in the absence of a candidate agent. Optionally, at least one bioactive agent that 
alters the amount of the first germline mRNA is identified and characterized. 

In a further aspect, the invention further comprises adding to the mixture at least a second RNAse 
protection probe (RPP) substantially complementary to a second germline mRNA to form a second 
hybridization complex, and quantifying the amount of said second germline mRNA as compared to a 
cell in the absence of a candidate agent. At least one bioactive agent is identified that alters the 
amount of the first germline mRNA but not the second germline mRNA. 

In an additional aspect, the present invention provides methods of quantifying the amount of a plurality 
of germline constructs com prisin^sDrepa ring mRNA from the plurality of cells to form an mRNA 
mixture, and adding at least three RlMAse protection probes (RPPs) selected from the group 
consisting of the sequences depicted iiv^igure 3 or 4. An RNAse protection enzyme (RPE) is added 
to the mixture, such that mRNA that is not protected is digested, and the amount of each germline 
mRNA is quantified. 

DETAILED DESCRIPTION OF THE DRAWINGS 
Figure 1 depicts the general mechanism of germline transcription and IgE switching. 
Figure 2 depicts the human chromosome 14 heavy chain gene map. 
Figure 3 depictsthe sequences of some "long" RPPs of the invention. 
Figure 4 depicts the sequences of some "short" RPPs of the invention. 
Figure 5 depicts a schematic of the RPPs of the invention. 
Figure 6 depicts a schematic of the lgG1 probe. 
Figure 7 depicts a schematic of the RNAse protection assay itself. 
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Figure 8 depicts a commercially available vector for the production of the RPPs of the invention. 

Figure 9 lists the Genbank accession numbers at which nucleic acid sequences used to design the 
present RPA probes are found. The figure also depicts which portion of the respective Ig gene the 
nucleic acid sequences found at the accession numbers correspond to. 

DETAILED DESCRIPTION OF THE INVENTION 

In the present invention, RNAse probe protection assays (RPA) are used to detect and quantify 
specific germline mRNAs even at very low abundance relative to internal housekeeping standards 
within the same sample of RNA. RNAse protection assays are based on the addition of labeled 
antisense RNAse protection probes (RPPs; also referred to as RNAse protection assay (RPA) probes) 
to mRNA populations. If the RPP comprises sufficient complementarity to the germline mRNA, the 
two will form a hybridization complex. The addition of RNAse protection enzymes, e.g. enzymes that 
digest single stranded RNA but do not digest double stranded nucleic acids, allows the removal or 
digestion of any mRNA that does not correspond to the probe sequences. The germline transcript can 
then be quantified and evaluated, for example through the determination and quantitation of protected 
RPP (either in a single stranded form, e.g. after denaturation of the hybridization complex, or as a 
hybridization complex). This allows for screening for candidate agents capable of modulating germline 
transcription (such candidate agents sometimes referred to herein as "modulators"). 

Message levels in different samples can be quantified relative to each other by normalizing amounts of 
mRNA and further normalizing to the level of RNAse protected transcripts of "housekeeping genes" 
between samples. Specific probes are amplified and cloned that hybridize to the human germline 
transcripts of IgE, lgA1, lgA2, lgG1, lgG2, lgG3 and lgG4. Whole animals, cell cultures from primary 
tissue, or established cell lines can be treated with candidate agents (including, but not limited to, 
peptides, smalt molecules, cDNAs, cytokines or other modifiers or modulators) and the extracted RNA 
can be examined using the RPA probes for expression of germline transcripts. A particular advantage 
to the present invention is the ability to test for modulators of human germline transcript production. 

Accordingly, the present invention provides methods of screening for candidate agents capable of 
modulating germline transcription. By "modulate" herein is meant an increase in activity, a decrease in 
activity, or a change in the type or kind of activity present. Thus, such candidate agent modulators of 
germline transcription include molecules that will either inhibit all or some germline transcription or the 
amount of transcript present, of a single germline transcript or a plurality of them, as well as molecules 
that will increase the quantity of germline transcripts or transcription, of a single germline transcript or 
a plurality of them, as well as molecules that will alter the ratio of the different germline transcripts in a 
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cell relative to a cell that did not get exposed to the candidate agent. Particularly preferred in some 
embodiments are inhibitors of germline transcripts, particularly IgE transcripts. Additionally preferred 
are inhibitors of IgE transcripts that do not inhibit IgA and/or IgG transcripts. 

The methods comprise adding at least one, and preferably a library of candidate agents, to a plurality 
5 of cells. By a "population of cells" or "library of cells" herein is meant at least two cells, with at least 

about 10 3 being preferred, at least about 10 6 being particularly preferred, and at least about 10 8 to 10 9 
being especially preferred. The population or sample can contain a mixture of different cell types from 
either primary or secondary cultures although samples containing only a single cell type are preferred, 
for example, the sample can be from a cell line. In a preferred embodiment, cells that are replicating 
10 or proliferating are used; this may allow the use of retroviral vectors for the introduction of peptide or 
nucleic acid candidate bioactive agents. Alternatively, non-replicating cells may be used, and other 
vectors (such as adenovirus and lentivirus vectors) can be used. In addition, although not required, 
5 i the cells are compatible with dyes and antibodies. Preferred cell types for use in the invention include, 

: t»LJ 

m but are not limited to, mammalian cells, including animal (rodents, including mice, rats, hamsters and 
1=1 gerbils), primates, and human cells, particularly including tumor cells of all types, including breast, 
2 skin, lung, cervix, colonrectal, leukemia, brain, etc. 

Q in one embodiment, the cells are primary cells from a patient sample, particularly a human sample. As 
|=~ will be appreciated by those in the art, the sample solution may comprise any number of things, 
Lfl including, but not limited to, bodily fluids (including, but not limited to, blood, urine, serum, lymph, 
2% saliva, anal and vaginal secretions, perspiration and semen, of virtually any organism, with mammalian 

samples being preferred and human samples being particularly preferred); environmental samples 
M (including, but not limited to, air, agricultural, water and soil samples); biological warfare agent 

samples; research samples; purified samples; raw samples (bacteria, virus, genomic DNA, etc.; as will 
be appreciated by those in the art, virtually any experimental manipulation may have been done on the 

2 5 sample. 

A library of candidate agents is introduced into the cells. The term "candidate bioactive agent" or 
"exogeneous compound" as used herein describes any molecule, e.g., protein, oligopeptide, small 
organic molecule, polysaccharide, polynucleotide, etc. that can be screened for activity as outlined 
herein. Generally a plurality of assay mixtures are run in parallel with different agent concentrations to 

3 0 obtain a differential response to the various concentrations. Typically, one of these concentrations 

serves as a negative control, i.e., at zero concentration or below the level of detection. 

Candidate agents encompass numerous chemical classes, though typically they are organic 
molecules, preferably small organic compounds having a molecular weight of more than 100 and less 
than about 2,500 daltons. Particularly preferred are small organic compounds having a molecular 
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weight of more than 100 and less than about 2,000 daltons, more preferably less than about 1500 
daltons, more preferably less than about 1000 daltons, more preferably less than 500 daltons. 
Candidate agents comprise functional groups necessary for structural interaction with proteins, 
particularly hydrogen bonding, and typically include at least an amine, carbonyl, hydroxyl or carboxyl 
group, preferably at least two of the functional chemical groups. The candidate agents often comprise 
cyclical carbon or heterocyclic structures and/or aromatic or polyaromatic structures substituted with 
one or more of the above functional groups. Candidate agents are also found among biomolecules 
including peptides, saccharides, fatty acids, steroids, purines, pyrimidines, derivatives, structural 
analogs or combinations thereof. 

Candidate agents are obtained from a wide variety of sources including libraries of synthetic or natural 
compounds. For example, numerous means are available for random and directed synthesis of a 
wide variety of organic compounds and biomolecules, including expression of randomized 
oligonucleotides. Alternatively, libraries of natural compounds in the form of bacterial, fungal, plant 
and animal extracts are available or readily produced. Additionally, natural or synthetically produced 
libraries and compounds are readily modified through conventional chemical, physical and 
biochemical means. Known pharmacological agents may be subjected to directed or random 
chemical modifications, such as acylation, alkylation, esterification, amidification to produce structural 
analogs. 

In a preferred embodiment, the candidate bioactive agents are proteins. By "protein" herein is meant 
at least two covalently attached amino acids, which includes proteins, polypeptides, oligopeptides and 
peptides. The protein may be made up of naturally occurring amino acids and peptide bonds, or 
synthetic peptidomimetic structures. Thus "amino acid", or "peptide residue", as used herein means 
both naturally occurring and synthetic amino acids. For example, homo-phenylalanine, citrulline and 
noreleucine are considered amino acids for the purposes of the invention. "Amino acid" also includes 
imino acid residues such as proline and hydroxy proline. The side chains may be in either the (R) or 
the (S) configuration. In the preferred embodiment, the amino acids are in the (S) or L-configuration. 
If non-naturally occurring side chains are used, non-amino acid substituents may be used, for example 
to prevent or retard in vivo degradations. 

In a preferred embodiment, the candidate bioactive agents are naturally occurring proteins or 
fragments of naturally occurring proteins. Thus, for example, cellular extracts containing proteins, or 
random or directed digests of proteinaceous cellular extracts, may be used. In this way libraries of 
procaryotic and eucaryotic proteins may be made for screening in the systems described herein. 
Particularly preferred in this embodiment are libraries of bacterial, fungal, viral, and mammalian 
proteins, with the latter being preferred, and human proteins being especially preferred. 
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In a preferred embodiment, the candidate bioactive agents are peptides of from about 5 to about 30 
amino acids, with from about 5 to about 20 amino acids being preferred, and from about 7 to about 15 
being particularly preferred. The peptides may be digests of naturally occuring proteins as is outlined 
above, random peptides, or "biased" random peptides. By "randomized" or grammatical equivalents 
5 herein is meant that each nucleic acid and peptide consists of essentially random nucleotides and 

amino acids, respectively. Since generally these random peptides (or nucleic acids, discussed below) 
are chemically synthesized, they may incorporate any nucleotide or amino acid at any position. The 
synthetic process can be designed to generate randomized proteins or nucleic acids, to allow the 
formation of all or most of the possible combinations over the length of the sequence, thus forming a 
10 library of randomized candidate bioactive proteinaceous agents. 

In one embodiment, the library is fully randomized, with no sequence preferences or constants at any 
position. In a preferred embodiment, the library is biased. That is, some positions within the 
sequence are either held constant, or are selected from a limited number of possibilities. For 
<=S example, in a preferred embodiment, the nucleotides or amino acid residues are randomized within a 
1=1 defined class, for example, of hydrophobic amino acids, hydrophilic residues, sterically biased (either 
'£ small or large) residues, towards the creation of cysteines, for cross-linking, prolines for SH-3 
i;fi domains, serines, threonines, tyrosines or histidines for phosphorylation sites, etc., or to purines, etc. 
Q 

^ In a preferred embodiment, as is more fully outlined below, the candidate agents are either 
if) randomized proteins (including biased proteins or proteins with fusion partners) or expression 
55 products of cDNA libraries or libraries derived from cDNA libraries, such as fragmented (including 

randomly fragmented cDNA libraries). These are added to the cells as nucleic acids encoding these 
M proteins. 

In a preferred embodiment, the candidate bioactive agents are nucleic acids. By "nucleic acid" or 
"oligonucleotide" or grammatical equivalents herein means at least two nucleotides covalently linked 

2 5 together. A nucleic acid of the present invention will generally contain phosphodiester bonds, although 

in some cases, as outlined below, nucleic acid analogs are included that may have alternate 
backbones, comprising, for example, phosphoramide (Beaucage, etal., Tetrahedron, 49(10):1925 
(1993) and references therein; Letsinger, J. Org. Chem., 35:3800 (1970); Sprinzl, et al., Eur. J. 
Biochem., 81:579 (1977); Letsinger, etal., Nucl. Acids Res., 14:3487 (1986); Sawai, etal., Chem. 

3 0 Lett., 805 (1984), Letsinger, et al., J. Am. Chem. Soc, 1 10:4470 (1988); and Pauwels, et al., Chemica 

Scripta, 26:141 (1986)), phosphorothioate (Mag, etal., Nucleic Acids Res., 19:1437 (1991); and U.S. 
Patent No. 5,644,048), phosphorodithioate (Briu, etal., J. Am. Chem. Soc, 111:2321 (1989)), O- 
methylphophoroamidite linkages (see Eckstein, Oligonucleotides and Analogues: A Practical 
Approach, Oxford University Press), and peptide nucleic acid backbones and linkages (see Egholm, J. 
35 Am. Chem. Soc, 114:1895 (1992); Meier, etal., Chem. Int. Ed. Engl., 31:1008 (1992); Nielsen, 
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Nature, 365:566 (1993); Carlsson, et al., Nature, 380:207 (1996), all of which are incorporated by 
reference)). Other analog nucleic acids include those with positive backbones (Denpcy, et al., Proc. 
Natl. Acad. Sci. USA, 92:6097 (1995)); non-ionic backbones (U.S. Patent Nos. 5,386,023; 5,637,684; 
5,602,240; 5,216,141; and 4,469,863; Kiedrowshi, etal., Angew. Chem. Intl. Ed. English, 30:423 
5 (1991); Letsinger, etal., J. Am. Chem. Soc, 110:4470 (1988); Letsinger, etal., Nucleoside & 
Nucleotide, 13:1597 (1994); Chapters 2 and 3, ASC Symposium Series 580, "Carbohydrate 
Modifications in Antisense Research", Ed. Y.S. Sanghui and P. Dan Cook; Mesmaeker, et al., 
Bioorganic & Medicinal Chem. Lett., 4:395 (1994); Jeffs, et al., J. Biomolecular NMR, 34:17 (1994); 
Tetrahedron Lett., 37:743 (1996)) and non-ribose backbones, including those described in U.S. Patent 
10 Nos. 5,235,033 and 5,034,506, and Chapters 6 and 7, ASC Symposium Series 580, "Carbohydrate 
Modifications in Antisense Research", Ed. Y.S. Sanghui and P. Dan Cook. Nucleic acids containing 
one or more carbocyclic sugars are also included within the definition of nucleic acids (see Jenkins, et 
al., Chem. Soc. Rev., (1995) pp. 169-176). Several nucleic acid analogs are described in Rawls, C & 
; a = E News, June 2, 1997, page 35. All of these references are hereby expressly incorporated by 
T5 reference. These modifications of the ribose-phosphate backbone may be done to facilitate the 
;=H addition of additional moieties such as labels, or to increase the stability and half-life of such 
; pj molecules in physiological environments. In addition, mixtures of naturally occurring nucleic acids and 
i;n analogs can be made. Alternatively, mixtures of different nucleic acid analogs, and mixtures of 

naturally occuring nucleic acids and analogs may be made. The nucleic acids may be single stranded 
2=0 or double stranded, as specified, or contain portions of both double stranded or single stranded 
Ln sequence. The nucleic acid may be DNA, both genomic and cDNA, RNA or a hybrid, where the 

jirj nucleic acid contains any combination of deoxyribo- and ribo-nucleotides, and any combination of 
:=5 bases, including uracil, adenine, thymine, cytosine, guanine, inosine, xathanine hypoxathanine, 

M isocytosine, isoguanine, etc. 

2 5 As described above generally for proteins, nucleic acid candidate bioactive agents may be naturally 

occurring nucleic acids, random nucleic acids, or "biased" random nucleic acids. For example, digests 
of procaryotic or eucaryotic genomes or cDNA libraries may be used as is outlined above for proteins. 

In a preferred embodiment, the candidate bioactive agents are organic chemical moieties, a wide 
variety of which are available in the literature. 

3 0 In a preferred embodiment, a library of different candidate bioactive agents are used. Preferably, the 

library should provide a sufficiently structurally diverse population of randomized agents to effect a 
probabilistically sufficient range of diversity to allow binding to a particular target. Accordingly, an 
interaction library should be large enough so that at least one of its members will have a structure that 
gives it affinity for the target. Although it is difficult to gauge the required absolute size of an inter- 
3 5 action library, nature provides a hint with the immune response: a diversity of 10 7 -10 8 different antibod- 
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ies provides at least one combination with sufficient affinity to interact with most potential antigens 
faced by an organism. Published in vitro selection techniques have also shown that a library size of 
1 0 7 to 1 0 8 is sufficient to find structures with affinity for the target. A library of all combinations of a 
peptide 7 to 20 amino acids in length, such as generally proposed herein, has the potential to code for 
5 20 7 (10 9 ) to 20 20 . Thus, with libraries of 10 7 to 10 s different molecules the present methods allow a 
"working" subset of a theoretically complete interaction library for 7 amino acids, and a subset of 
shapes for the 20 20 library. Thus, in a preferred embodiment, at least 10 6 , preferably at least 10 7 , 
more preferably at least 10 8 and most preferably at least 10 9 different sequences are simultaneously 
analyzed in the subject methods. Preferred methods maximize library size and diversity. 

1 0 The candidate bioactive agents are combined or added to a cell or population of cells. Suitable cell 
types for different embodiments are outlined above. 

The candidate bioactive agent and the cells are combined. As will be appreciated by those in the art, 
this may, accomplished in any number of ways, including adding the candidate agents to the surface of 
: =h the cells, to the media containing the celts, or to a surface on which the cells are growing or in contact 
1§ with; adding the agents into the cells, for example by using vectors that will introduce the agents into 
W the cells (i.e. when the agents are nucleic acids or proteins). 

q In a preferred embodiment, the candidate bioactive agents are either nucleic acids or proteins 
l J\ (proteins in this context includes proteins, oligopeptides, and peptides) that are introduced into the 
;;ri host cells using retroviral vectors, as is generally outlined in PCT US97/01019 and PCT US97/01048, 

ig) both of which are expressly incorporated by reference. Generally, a library of retroviral vectors is made 
r~ using retroviral packaging cell lines that are helper-defective and are capable of producing all the 

necessary trans proteins, including gag, pol and env, and RNA molecules that have in cis the \\i 
packaging signal. Briefly, the library is generated in a retrovirus DNA construct backbone; standard 
oligonucleotide synthesis is done to generate either the candidate agent or nucleic acid encoding a 

2 5 protein, for example a random peptide, using techniques well known in the art. After generation of the 

DNA library, the library is cloned into a first primer. The first primer serves as a "cassette", which is 
inserted into the retroviral construct. The first primer generally contains a number of elements, 
including for example, the required regulatory sequences (e.g. translation, transcription, promoters, 
etc), fusion partners, restriction endonuclease (cloning and subcloning) sites, stop codons (preferably 

3 0 in all three frames), regions of complementarity for second strand priming (preferably at the end of the 

stop codon region as minor deletions or insertions may occur in the random region), etc. 

A second primer is then added, which generally consists of some or all of the complementarity region 
to prime the first primer and optional necessary sequences for a second unique restriction site for 
subcloning. DNA polymerase is added to make double-stranded oligonucleotides. The double- 
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stranded oligonucleotides are cleaved with the appropriate subcloning restriction endonucleases and 
subcloned into the target retroviral vectors, described below. 

Any number of suitable retroviral vectors may be used. Generally, the retroviral vectors may include: 
selectable marker genes under the control of internal ribosome entry sites (IRES) that greatly 
5 . facilitates the selection of cells expressing peptides at uniformly high levels; and promoters driving 

expression of a second gene, placed in sense or anti-sense relative to the 5' LTR. Suitable selection 
genes include, but are not limited to, neomycin, blastocidin, bleomycin, puromycin, and hygromycin 
resistance genes, as well as self-fluorescent markers such as green fluorescent protein, enzymatic 
markers such as lacZ, and surface proteins such as CD8, etc. 

1 0 Preferred vectors include a vector based on the murine stem cell virus (MSCV) (see Hawley et al., 

. t= Gene Therapy 1:136 (1994)) and a modified MFG virus (Rivere et al., Genetics 92:6733 (1995)), and 

; □ pBABE, outlined in the examples. 

iivj The retroviruses may include inducible and constitutive promoters for the expression of the candidate 

.0 agent. For example, there are situations wherein it is necessary to induce peptide expression only 

i% during certain phases of the selection process. A large number of both inducible and constitutive 

™ promoters are known. 

In addition, it is possible to configure a retroviral vector to allow inducible expression of retroviral 
n\ inserts after integration of a single vector in target cells; importantly, the entire system is contained 

U within the single retrovirus. Tet-inducible retroviruses have been designed incorporating the Self- 

l To Inactivating (SIN) feature of 3' LTR enhancer/promoter retroviral deletion mutant (Hoffman et al., 

PNAS USA 93:5185 (1996)). Expression of this vector in cells is virtually undetectable in the presence 
of tetracycline or other active analogs. However, in the absence of Tet, expression is turned on to 
maximum within 48 hours after induction, with uniform increased expression of the whole population of 
cells that harbor the inducible retrovirus, indicating that expression is regulated uniformly within the 

2 5 infected cell population. A similar, related system uses a mutated Tet DNA-binding domain such that 

it bound DNA in the presence of Tet, and was removed in the absence of Tet. Either of these systems 
is suitable. 

In a preferred embodiment, the candidate bioactive agents are linked to a fusion partner. By "fusion 
partner" or "functional group" herein is meant a sequence that is associated with the candidate 

3 0 bioactive agent, that confers upon all members of the library in that class a common function or ability. 

Fusion partners can be heterologous (i.e. not native to the host cell), or synthetic (not native to any 
cell). Suitable fusion partners include, but are not limited to: a) presentation structures, as defined 
below, which provide the candidate bioactive agents in a conformationally restricted or stable form; b) 
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targeting sequences, defined below, which allow the localization of the candidate bioactive agent into a 
subcellular or extracellular compartment, particularly a nuclear localization sequence (NLS); c) rescue 
sequences as defined below, which allow the purification or isolation of either the candidate bioactive 
agents or the nucleic acids encoding them; d) stability sequences, which confer stability or protection 
5 from degradation to the candidate bioactive agent or the nucleic acid encoding it, for example 

resistance to proteolytic degradation; e) dimerization sequences, to allow for peptide dimerization; f) 
reporter genes (preferably a labeling gene such as green fluorescent protein or a survival gene); or g) 
any combination of a), b), c), d), e), or f) as well as linker sequences as needed. 

In a preferred embodiment, the fusion partner is a presentation structure. By "presentation structure" 
10 or grammatical equivalents herein is meant a sequence, which, when fused to candidate bioactive 

agents, causes the candidate agents to assume a conformationally restricted form. Proteins interact 
with each other largely through conformationally constrained domains. Although small peptides with 
freely rotating amino and carboxyl termini can have potent functions as is known in the art, the 
j IS conversion of such peptide structures into pharmacologic agents is difficult due to the inability to 

predict side-chain positions for peptidomimetic synthesis. Therefore the presentation of peptides in 
; ,g conformationally constrained structures will benefit both the later generation of pharmaceuticals and 
yi W j|| a | S0 |jk e |y | eac j to higher affinity interactions of the peptide with the target protein. This fact has 
= " been recognized in the combinatorial library generation systems using biologically generated short 

Q peptides in bacterial phage systems. A number of workers have constructed small domain molecules 

i£5 in which one might present randomized peptide structures. 

Q While the candidate bioactive agents may be either nucleic acid or peptides, presentation structures 

i = = are preferably used with peptide candidate agents. Thus, synthetic presentation structures, i.e. 

artificial polypeptides, are capable of presenting a randomized peptide as a conformationally-restricted 
domain. Generally such presentation structures comprise a first portion joined to the N-terminal end 

2 5 of the randomized peptide, and a second portion joined to the C-terminal end of the peptide; that is, 

the peptide is inserted into the presentation structure, although variations may be made, as outlined 
below. To increase the functional isolation of the randomized expression product, the presentation 
structures are selected or designed to have minimal biologically activity when expressed in the target 
cell. 

3 0 Preferred presentation structures maximize accessibility to the peptide by presenting it on an exterior 

loop. Accordingly, suitable presentation structures include, but are not limited to, minibody structures, 
loops on beta-sheet turns and coiled-coil stem structures in which residues not critical to structure are 
randomized, zinc-finger domains, cysteine-linked (disulfide) structures, transglutaminase linked 
structures, cyclic peptides, B-loop structures, helical barrels or bundles, leucine zipper motifs, etc. 
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In a preferred embodiment, the presentation structure is a coiled-coil structure, allowing the 
presentation of the randomized peptide on an exterior loop. See, for example, Myszka et al., 
Biochem. 33:2362-2373 (1994), hereby incorporated by reference). Using this system investigators 
have isolated peptides capable of high affinity interaction with the appropriate target. In general, 
5 coiled-coil structures allow for between 6 to 20 randomized positions. 

A preferred coiled-coil presentation structure is as follows: 

MGC AALESEVSALESEVASt^SEVAAL GRGDMP LAAVKSKLSAVKSKLASVKSKLAA CGPP. The 
underlined regions represent a coiled-coil leucine zipper region defined previously (see Martin et al., 
EMBO J. 13(22):5303-5309 (1994), incorporated by reference). The bolded GRGDMP region 
1 0 represents the loop structure and when appropriately replaced with randomized peptides 

(i.e.candidate bioactive agents, generally depicted herein as (X) n , where X is an amino acid residue 
r .= and n is an integer of at least 5 or 6) can be of variable length. The replacement of the bolded region 
-5 is facilitated by encoding restriction endonuclease sites in the underlined regions, which allows the 

'=5 direct incorporation of randomized oligonucleotides at these positions. For example, a preferred 
IB embodiment generates a Xhol site at the double underlined LE site and a Hindlll site at the double- 
\Q underlined KL site. 

,* = In a preferred embodiment, the presentation structure is a minibody structure. A "minibody" is 

Q essentially composed of a minimal antibody complementarity region. The minibody presentation 

!;L! structure generally provides two randomizing regions that in the folded protein are presented along a 

;fj0 single face of the tertiary structure. See for example Bianchi et al., J. Mol. Biol. 236(2):649-59 (1 994), 
Q and references cited therein, all of which are incorporated by reference). Investigators have shown 

r== this minimal domain is stable in solution and have used phage selection systems in combinatorial 

libraries to select minibodies with peptide regions exhibiting high affinity, Kd = 10~ 7 , for the pro- 
inflammatory cytokine IL-6. 

2 5 A preferred minibody presentation structure is as follows: 

MGRNSQATSGFTFSHFYMEWVRGGEYIAASR HKHNKYT TEYSASVKGRYIVSRDTSQSILYLQKKKG 
PP. The bold, underline regions are the regions which may be randomized. The italized phenylalanine 
must be invariant in the first randomizing region. The entire peptide is cloned in a three-oligonucleotide 
variation of the coiled-coil embodiment, thus allowing two different randomizing regions to be 

3 0 incorporated simultaneously. This embodiment utilizes non-palindromic BstXI sites on the termini. 

In a preferred embodiment, the presentation structure is a sequence that contains generally two 
cysteine residues, such that a disulfide bond may be formed, resulting in a conformationally 
constrained sequence. This embodiment is particularly preferred when secretory targeting sequences 
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are used. As will be appreciated by those in the art, any number of random sequences, with or without 
spacer or linking sequences, may be flanked with cysteine residues. In other embodiments, effective 
presentation structures may be generated by the random regions themselves. For example, the 
random regions may be "doped" with cysteine residues which, under the appropriate redox conditions, 
5 may result in highly crosslinked structured conformations, similar to a presentation structure. 

Similarly, the randomization regions may be controlled to contain a certain number of residues to 
confer fS-sheet or cc-helical structures. 

In a preferred embodiment, the fusion partner is a targeting sequence that targets the candidate 
bioactive agent to a particular subcellular location. As will be appreciated by those in the art, the 
10 localization of proteins within a cell is a simple method for increasing effective concentration and 

determining function. The concentration of a protein can also be simply increased by nature of the 
localization. Shuttling the proteins into the nucleus confines them to a smaller space thereby 
i.n increasing concentration. While other targeting sequences such as targeting sequences to the Golgi, 

^ endoplasmic reticulum, nuclear membrane, mitochondria, secretory vesicles, lysosome, and cellular 

T5 membrane may be used, a preferred embodiment uses targeting sequences to the nucleus, i.e. a 
jj nuclear localization signal (NLS). 

'~~ In a preferred embodiment, the targeting sequence is a nuclear localization signal (NLS). NLSs are 

Q generally short, positively charged (basic) domains that serve to direct the entire protein in which they 

|;LJ occur to the cell's nucleus. Numerous NLS amino acid sequences have been reported including 

|2]0 single basic NLS's such as that of the SV40 (monkey virus) large T Antigen (Pro Lys Lys Lys Arg Lys 
Q Val), Kalderon (1984), et al., Cell, 39:499-509; the human retinoic acid receptor-U nuclear localization 

h ~ signal (ARRRRP); NFkB p50 (EEVQRKRQKL; Ghosh et al., Cell 62:1019 (1990); NFkB p65 

(EEKRKRTYE; Nolan etal., Cell 64:961 (1991); and others (see for example Boulikas, J. Cell. 

Biochem. 55(1):32-58 (1994), hereby incorporated by reference) and double basic NLS's exemplified 

2 5 by that of the Xenopus (African clawed toad) protein, nucleoplasms (Ala Val Lys Arg Pro Ala Ala Thr 

Lys Lys Ala Gly Gin Ala Lys Lys Lys Lys Leu Asp), Dingwall, et al., Cell, 30:449-458, 1982 and 
Dingwall, et al., J. Cell Biol., 107:641-849; 1988). Numerous localization studies have demonstrated 
that NLSs incorporated in synthetic peptides or grafted onto reporter proteins not normally targeted to 
the cell nucleus cause these peptides and reporter proteins to be concentrated in the nucleus. See, 

3 0 for example, Dingwall, and Laskey, Ann, Rev. Cell Biol., 2:367-390, 1986; Bonnerot, et al., Proc. Natl. 

Acad. Sci. USA, 84:6795-6799, 1987; Galileo, etal., Proc. Natl. Acad. Sci. USA, 87:458-462, 1990. 

In a preferred embodiment, the fusion partner is a rescue sequence. A rescue sequence is a 
sequence which may be used to purify or isolate either the candidate agent or the nucleic acid 
encoding it. Thus, for example, peptide rescue sequences include purification sequences such as the 
3 5 His 6 tag for use with Ni affinity columns and epitope tags for detection, immunoprecipitation or FACS 
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(fluoroscence-activated cell sorting). Suitable epitope tags include myc (for use with the commercially 
available 9E10 antibody), the BSP biotinylation target sequence of the bacterial enzyme BirA, flu tags, 
lacZ, and GST. 

Alternatively, the rescue sequence may be a unique oligonucleotide sequence which serves as a 
5 probe target site to allow the quick and easy isolation of the retroviral construct, via PGR, related 
techniques, or hybridization. 

In a preferred embodiment, the fusion partner is a stability sequence to confer stability to the 
candidate bioactive agent or the nucleic acid encoding it. Thus, for example, peptides may be 
stabilized by the incorporation of glycines after the initiation methionine (MG or MGGO), for protection 
10 of the peptide to ubiquitination as per Varshavsky's N-End Rule, thus conferring long half-life in the 
« cytoplasm. Similarly, two prolines at the C-terminus impart peptides that are largely resistant to 

;.p carboxypeptidase action. The presence of two glycines prior to the prolines impart both flexibility and 
! =f prevent structure initiating events in the di-proline to be propagated into the candidate peptide 

7i structure. Thus, preferred stability sequences are as follows: MG(X) n GGPP, where X is any amino 

Q35 acid and n is an integer of at least four. 

7° In one embodiment, the fusion partner is a dimerization sequence. A dimerization sequence allows 

□ the non-covalent association of one random peptide to another random peptide, with sufficient affinity 

:!j to remain associated under normal physiological conditions. This effectively allows small libraries of 

ff] random peptides (for example, 10 4 ) to become large libraries if two peptides per cell are generated 

□0 which then dimerize, to form an effective library of 10 8 (10 4 X 10 4 ). It also allows the formation of 
iB= longer random peptides, if needed, or more structurally complex random peptide molecules. The 

dimers may be homo- or heterodimers. 

Dimerization sequences may be a single sequence that self-aggregates, or two sequences, each of 
which is generated in a different retroviral construct. That is, nucleic acids encoding both a first 

2 5 random peptide with dimerization sequence 1, and a second random peptide with dimerization 

sequence 2, such that upon introduction into a cell and expression of the nucleic acid, dimerization 
sequence 1 associates with dimerization sequence 2 to form a new random peptide structure. 

Suitable dimerization sequences will encompass a wide variety of sequences. Any number of protein- 
protein interaction sites are known. In addition, dimerization sequences may also be elucidated using 

3 0 standard methods such as the yeast two hybrid system, traditional biochemical affinity binding studies, 

or even using the present methods. 



In a preferred embodiment, the fusion partner is a detection gene, preferably a labeling gene or a 
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survival gene. That is, it is desirable to know that the candidate bioactive agent is a) present and b) 
being expressed. Thus, preferred embodiments utilize fusion constructs utilizing genes that allow the 
detection of cells that contain candidate bioactive agents. Preferred detection genes include, but are 
not limited to, green fluorescent proteins (GFP) from Aquorea victoria and Ren ilia species, as well as 
5 derivatives such as blue fluorescent protein (BFP), red fluorescent protein (RFP), yellow fluorescent 
protein (YFP), etc., as well as other labeling proteins such as luciferase (again, from any number of 
species including Renilla) and (3-galactosidase. 

In a preferred embodiment, as for the other constructs outlined herein, when a detection gene fusion 
partner is used with nucleic acid encoding a peptide candidate agent (which may also include other 
1 0 fusion partners as described herein), the two nucleic acids can be fused together in such a way as to 
only require a single promoter, i.e. using either an IRES site or a protease cleavage site such as 2a. 

]75 The fusion partners may be placed anywhere (i.e. N-terminal, C-terminal, internal) in the structure as 
M the biology and activity permits. 

;.g In a preferred embodiment, the fusion partner includes a linker or tethering sequence, as generally 
ffi described in PCT US 97/01019, that can allow the candidate agents to interact with potential targets 
''~ unhindered. For example, when the candidate bioactive agent is a peptide, useful linkers include 

q glycine-serine polymers (including, for example, (GS) n , (GSGGS) n and (GGGS) n , where n is an integer 

^ of at least one), glycine-alanine polymers, alanine-serine polymers, and other flexible linkers such as 

£n the tether for the shaker potassium channel, and a large variety of other flexible linkers, as will be 

■Zp appreciated by those in the art. Glycine-serine polymers are preferred since both of these amino 
acids are relatively unstructured, and therefore may be able to serve as a neutral tether between 
components. Secondly, serine is hydrophilic and therefore able to solubilize what could be a globular 
glycine chain. Third, similar chains have been shown to be effective in joining subunits of recombinant 
proteins such as single chain antibodies. 

2 5 In addition, the fusion partners, including presentation structures, may be modified, randomized, 

and/or matured to alter the presentation orientation of the randomized expression product. For 
example, determinants at the base of the loop may be modified to slightly modify the internal loop 
peptide tertiary structure, which maintaining the randomized amino acid sequence. 

In a preferred embodiment, combinations of fusion partners are used. Thus, for example, any number 

3 0 of combinations of presentation structures, targeting sequences, rescue sequences, and stability 

sequences may be used, with or without linker sequences. 



Thus, candidate agents can include these components, and may then be used to generate a library of 
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fragments, each containing a different random nucleotide sequence that may encode a different 
peptide. The ligation products are then transformed into bacteria, such as E. co//, and DNA is 
prepared from the resulting library, as is generally outlined in Kitamura, PNAS USA 92:9146-9150 
(1995), hereby expressly incorporated by reference. 

Delivery of the library DNA into a retroviral packaging system results in conversion to infectious virus. 
Suitable retroviral packaging system cell lines include, but are not limited to, the Bing and BOSC23 
cell lines described in WO 94/19478; Soneoka et al., Nucleic Acid Res. 23(4):628 (1995); Finer et al., 
Blood 83:43 (1994); Pheonix packaging lines such as PhiNX-eco and PhiNX-ampho, described below; 
292T + gag-pol and retrovirus envelope; PA317; and cell lines outlined in Markowitz et al., Virology 
167:400 (1988), Markowitz etal., J. Virol. 62:1120 (1988), Li et al., PNAS USA 93:11658 (1996), 
Kinsella et al., Human Gene Therapy 7:1405 (1996), all of which are incorporated by reference. 
Preferred systems include PhiNX-eco and PhiNX-ampho or similar cell lines, disclosed in PCT 
US97/01019. 

In general, the candidate agents are added to the cells under reaction conditions that favor agent- 
target interactions. Generally, this will be physiological conditions. Incubations may be performed at 
any temperature which facilitates optimal activity, typically between 4 and 40°C. Incubation periods 
are selected for optimum activity, but may also be optimized to facilitate rapid high through put 
screening. Typically between 0.1 and 1 hour will be sufficient. Excess reagent is generally removed 
or washed away. 

A variety of other reagents may be included in the assays. These include reagents like salts, neutral* 
proteins, e.g. albumin, detergents, etc which may be used to facilitate optimal protein-protein binding 
and/or reduce non-specific or background interactions. Also reagents that otherwise improve the 
efficiency of the assay, such as protease inhibitors, nuclease inhibitors, anti-microbial agents, etc., 
may be used. The mixture of components may be added in any order that provides for the requisite 
binding. 

Once the candidate agents have been introduced or combined with the cells containing the fusion 
constructs, a preferred embodiment includes stimulating the cells to produce germline mRNA. This 
may be done in a variety of ways, including the use of IL-4 and/or LPS. It should be noted that these 
stimulating compounds are not to be considered candidate agents for the purposes of the invention; 
thus "candidate agent" does not include molecules known to stimulate germline transcripts such as IL- 
4 and LPS. 

Once the candidate agents have been added to the cells and the cells allowed to incubate for some 
period of time as needed, total mRNA is prepared from the cells to form an mRNA mixture. This can 



j be done in a variety of ways, including the use of poly-T solid supports. 

The isolation of mRNA comprises isolating total cellular RNA by disrupting a cell and performing 
differential centrifugation. Once the total RNA is isolated, mRNA is isolated by making use of the 
adenine nucleotide residues known to those skilled in the art as a poly (A) tail found on virtually every 
5 eukaryotic mRNA molecule at the 3'end thereof. Oligonucleotides composed of only deoxythymidine 
[olgo(dT)] are linked to cellulose and the oligo(dT)-cellulose packed into small columns. When a 
preparation of total cellular RNA is passed through such a column, the mRNA molecules bind to the 
oligo(dT) by the poly (A) tails while the rest of the RNA flows through the column. The bound mRNAs 
are then eluted from the column and collected. 

10 The isolation of total mRNA (and, if applicable, the creation of cDNA) forms a mixture herein referred 
to as the "mRNA mixture". Once the mRNA mixture is formed, at least one RNAse protection probe 
j i.'R (RPP) is added to the mixture. RNAse protection probes are designed to be complementary to a 
£fl germline transcript such that hybridization of the transcripts and the probes of the present invention 
Ti occurs. Thus, the probes of the invention are essentially antisense molecules to the germline 
lg> constructs. The transcripts to which the RPA probes hybridize are referred to herein as "target 
j ;U transcripts". 

Q For hybridization to occur, complementarity between RPA probe and target transcript need not be 

;i perfect. There may be any number of base pair mismatches which will interfere with hybridization 

m between the probes and transcripts, yet allow hybridization to occur. In this way, the RPA probe is 

i2o substantially complementary to the target transcript. However, if the number of mismatches is so great 
^ that no hybridization can occur under even the least stringent of hybridization conditions, the mRNA 

(or cDNA) sequence-is-not-a-substaotiallycomplementary sequence, or target transcript of the RPA 
probe. Thus, 6y^substantially complementary^ew^in is meant that the probes are sufficiently 
j complementary tOThe target sequences to RybTidize under normal reaction conditions. Preferably, this 

2 5 complementarity is high enough to provide specificity, such that one probe will not hybridize to more 

than one transcript. In a preferred embodiment, the RPA probe sequences and target transcripts have 
less than 5 base mismatches, more preferably less than 3 base mismatches, and most preferably the 
RPA probe and the target transcript comprise complementary sequences having no base 
mismatches. 

3 0 High stringency hybridization conditions are known in the art; see for example Maniatis, et al., 

Molecular Cloning: A Laboratory Manual . 2d Edition, 1989, and Short Protocols in Molecular Biology, 
ed. Ausubel, et al., both of which are hereby incorporated by reference. Stringent conditions are 
sequence-dependent and will be different in different circumstances. Longer sequences hybridize 
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specifically at higher temperatures. An extensive guide to the hybridization of nucleic acids is found in 
Tijssen, Techniques in Biochemistry and Molecular Biology-Hybridization with Nucleic Acid Probes, 
"Overview of principles of hybridization and the strategy of nucleic acid assays" (1993). Generally, 
stringent conditions are selected to be about 5-1 0'C lower than the thermal melting point (T m ) for the 
specific sequence at a defined ionic strength pH. The T m is the temperature (under defined ionic 
strength, pH and nucleic acid concentration) at which 50% of the probes complementary to the target 
hybridize to the target sequence at equilibrium (as the target sequences are present in excess, at T m , 
50% of the probes are occupied at equilibrium). Stringent conditions will be those in which the salt 
concentration is less than about 1.0 sodium ion, typically about 0.01 to 1.0 M sodium ion concentration 
(or other salts) at pH 7.0 to 8.3 and the temperature is at least about 30°C for short probes (e.g. 10 to 
50 nucleotides) and at least about 60°C for long probes (e.g. greater than 50 nucleotides). Stringent 
conditions may also be achieved with the addition of destabilizing agents such as formamide. 

In another embodiment, less stringent hybridization conditions are used; for example, moderate or low 
stringency conditions may be used, as are known in the art; see Maniatis and Ausubel, supra, and 
Tijssen, supra. 

Further in regard to hybridization conditions, in one embodiment, experimental conditions including 
hybridization conditions are disclosed in the commercially available RPA III ™ Ribonuclease 
Protection Assay kit available from Ambion Inc., USA, catalog number 1414. Also disclosed in this kit 
are methods for normalizing RNAse protection. 

RPA probes include for exampte the germline lga-2 probe depicted in Figure 3, sheet 1. This RPA 
probe comprises a nucleic acid sequence about 532 nucleotides in length. In a preferred 
embodiment, the present inventionWovides lga-2 RPA probes consisting essentially of nucleotides 
from about 1 to about 530 of the lga2sprobe depicted in Figure 3. In another preferred embodiment, 
the present invention provides Igcc2 RPAjDrobes consisting essentially of nucleotides from about 1 or 
about 5 or about 10, to about 530 or abour520 or about 510 or about 500 or about 490 or about 480 
or about 470 or about 460 or about 450 or abbut 440 or about 430 of the Iga2 probe depicted in 



Also provided by the present invention )s the germline lga-2 probe depicted in Figure 4, sheet 1 . This 



RPA probe comprises a nucleic acid sequence about 430 nucleotides in length. The lga-2 probe 
sequence depicted in Figure 4 is preferred over the lga-2 probe sequence depicted in Figure 3. In a 
preferred embodiment, the present invention provides lga-2 RPA probes consisting essentially of 
nucleotides from about 1 to about 430 of the Iga2 probe depicted in Figure 4. In another preferred 
embodiment, the present invention provides \ga2 RPA probes consisting essentially of nucleotides 
from about 1 or about 5 or about 1 0, to aboutW30 or about 425 or about 420 or about 41 5 of the Iga2 



Figure 3. 
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probe depicted in Figure 4. 



Also provided herein are Igc : 



depicted in Figure 3, which ;omprise the lga-2 nucleic acid sequence depicted in Figure 3 and 



additionally comprise about 
probes are designed as corr 



-2 RPA probes comprising nucleic acid sequences longer than that 



t 5, or about 10, or about 15 additional nucleotides at the 3' terminus, lga-2 
plements of fragments of the nucleic acid sequence conceptually 
generated by fusion of the ni icleic acid sequences depicted at Genbank accession numbers L04541 
(being 5') and AL389978 (belig 3'). The 3' nucleotides (up to about 15 nucleotides) of lga-2 RPA 
probes which are in addition Ip the Iga2 probe sequence depicted in Figure 3 comprise a nucleic acid 
sequence which is additionally complementary to the fused sequence of L04541 and AL389978 and 
contiguous with the precedinglcomplementary sequence. 



RPA probes include for example the germline Ig-epsilon probe depicted in Figure 3, sheet 1 . This 
RPA probe comprises a nucleic acid sequence about 202 nucleotides in length. In a preferred 
embodiment, the present invention provides Ig-epsilon RPA probes consisting essentially of 
nucleotides from about 1 to abo\jt 200 of the Ig-epsilon probe depicted in Figure 3. In another 
preferred embodiment, the preseV invention provides Ig-epsilon RPA probes consisting essentially of 
nucleotides from about 1 or about is or about 10, to about 200 or about 195 or about 190 or about 185 
of the Ig-epsilon probe depicted in Figure 3. 

Also provided by the present invention is. theVjermline Ig-epsilon probe depicted in Figure 4, sheet 1. 
This RPA probe comprises a nucleic acid sequence about 202 nucleotides in length. In a preferred 
embodiment, the present invention provides Ig-epsilon RPA probes consisting essentially of 
nucleotides from about 1 to about 200 of the lg-ep6ilon probe depicted in Figure 4. In another 
preferred embodiment, the present invention provides Ig-epsilon RPA probes consisting essentially of 
nucleotides from about 1 or about 5 or about 10, to a\out 200 or about 195 or about 190 or about 185 
of the Ig-epsilon probe depicted in Figure 4. 



Also provided herein are Ig-epsilon RPA probes comprising nucleic acid sequences longer than that 
depicted in Figure 3, which comprise the Ig-epsilon nucleic acid sequence depicted in Figure 3 and 
additionally comprise about 5, or about m or about 15 additional nucleotides at the 3' terminus. Ig- 
epsilon probes are designed as complements of fragments of the nucleic acid sequence conceptually 
generated by fusion of the nucleic acid sequences depicted at Genbank accession numbers X56797 
(being 5') and J00222 (being 3'). The 3* nucleotides (up to about 15 nucleotides) of Ig-epsilon RPA 
probes which are in addition to the Ig-epsilon probe sequence depicted in Figure 3 comprise a nucleic 
acid sequence which is additionally complementary to the fused sequence of X56797 and J00222 and 
contiguous with the preceding complementary sequence . 
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RPA probes include for example the germline Ig gamma-1 probe depicted in Figure 3, sheet 1. This 
RPA probe comprises a nucleic acid sequence about 593 nucleotides in length. In a preferred 
embodiment, the present invention provides lgpamma-1 RPA probes consisting essentially of 
nucleotides from about 1 to about 590 of the Ig gamma-1 probe depicted in Figure 3. In another 
preferred embodiment, the present invention provides Ig gamma-1 RPA probes consisting essentially 
of nucleotides from about 1 or about 5 or about 10\ to about 590 or about 580 or about 570 or about 
560 or about 550 or about 540 or about 530 or about 520 or about 510 or about 500 or about 490 or 
about 480 or about 470 or about 460 or about 450 or\about 440 or about 430 or about 420 or about 
410 or about 400 or about 390 or about 380 or about 3^0 of the Ig gamma-1 probe depicted in Figure 
3. 

Also provided by the present invention^ the germline Ig gaNnma-1 probe depicted in Figure 4, sheet 2. 
This RPA probe comprises a nucleic acid sequence about 370 nucleotides in length. The Ig gamma-1 
probe sequence depicted in Figure 4 is preferred over the Ig gamma-1 probe sequence depicted in 
Figure 3. In a preferred embodiment, the present invention provides Ig gamma-1 RPA probes 
consisting essentially of nucleotides from aobut 1 to about 370 of the Ig gamma-1 probe depicted in 
Figure 4. In another preferred embodiment, the present invention provides Ig gamma-1 RPA probes 
consisting essentially of nucleotides from abound or about 5 or about 10, to about 370 or about 365 or 
about 360 or about 355 of the Ig gamma-1 probe depicted in Figure 4. 

Also provided herein are Ig gamma-1 RPA prates comprising nucleic acid sequences longer than that 
depicted in Figure 3, which comprise the;lg gamma-1 nucleic acid sequence depicted in Figure 3 and 
additionally comprise about 5, or about 10, or about 15 additional nucleotides at the 3' terminus. Ig 
gamma-1 probes are designed as complements omragments of the nucleic acid sequence 
conceptually generated by fusion of the nucleic acid sequences depicted at Genbank accession 
numbers AL122127 (being 5') and 217370 (being 3').Vrhe 3' nucleotides (up to about 15 nucleotides) 
of Ig gamma-1 RPA probes which are in addition to the^g gamma-1 probe sequence depicted in 
Figure 3 comprise a nucleic acid sequence which is additionally complementary to the fused sequence 
of AL1 22127 and Z17370 and contiguous with the preceding complementary sequence. 



RPA probes include for example the geVmline Ig gamma-2 probe depicted in Figure 3, sheet 2. This 
RPA probe comprises a nucleic acid sequence about 632 nucleotides in length. In a preferred 
embodiment, the present invention provideV lg gamma-2 RPA probes consisting essentially of 
nucleotides from about 1 to about 630 of the\Jg gamma-2 probe depicted in Figure 3. In another 
preferred embodiment, the present invention provides Ig gamma-2 RPA probes consisting essentially 
of nucleotides from about 1 or about 5 or about\o, to about 630 or about 620 or about 610 or about 
600 or about 590 or about 580 or about 570 or aotout 560 or about 550 or about 540 or about 530 or 
about 520 or about 510 or about 500 or about 490 or about 480 or about 470 or about 460 or about 
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450 or about 440 or about 430 or about 420 or about 410 or about 400 or about 390 or about 380 of 
the Ig gamma-2 probe depicted in Figure 3. 



Also provided by the present invention is the germline Ig gamma-2 probe depicted in Figure 4, sheet 2. 
This RPA probe comprises a nucleic acid sequence about 387 nucleotides in length. The Ig gamma-2 
probe sequence depicted in Figure 4 is preferred over the Ig gamma-2 probe sequence depicted in 
Figure 3. In a preferred embodiment, the present Yivention provides Ig gamma-2 RPA probes 
consisting essentially of nucleotides from about 1 to^bout 385 of the Ig gamma-2 probe depicted in 
Figure 4. In another preferred embodiment, the present invention provides Ig gamma-2 RPA probes 
consisting essentially of nucleotides from about 1 or abVjt 5 or about 10 to about 385 or about 380 or 
about 375 or about 370 of the Ig gamma-2 probe depicteel in Figure 4. 

Also provided herein are Ig gamma-2 RPA probes comprising nucleic acid sequences longer than that 
depicted in Figure 3, which comprise the Ig aamma-2 nucleic acid sequence depicted in Figure 3 and 
additionally comprise about 5, or about 10, o\ about 15 additional nucleotides at the 3' terminus. Ig 
gamma-2 probes are designed as complements of fragments of the nucleic acid sequence 
conceptually generated by fusion of the nucleicWid sequences depicted at Genbank accession 
numbers U39934 (being 5') and J00230 (being 3\ The 3' nucleotides (up to about 15 nucleotides) of 
Ig gamma-2 RPA probes which are in addition to tne Ig gamma-2 probe sequence depicted in Figure 
3 comprise a nucleic acid sequence which is additionally complementary to the fused sequence of 
U 39934 and J00230 and contiguous with the preceding, complementary sequence. 

RPA probes include for example the germline Ig gamma-3 probe depicted in Figure 3, sheet 2. This 
RPA probe comprises a nucleic acid sequence about 650 nucleotides in length. In a preferred 
embodiment, the present invention provides kj gamma-3 RPA probes consisting essentially of 
nucleotides from about 1 to about 650 of the Ig gamma-3 probe depicted in Figure 3. In another 
preferred embodiment, the present invention provides Ig gamma-3 RPA probes consisting essentially 
of nucleotides from about 1 or about 5 or about W to about 650 or about 640 or about 630 or about 
620 or about 610 or about 600 or about 590 or abW 580 or about 570 or about 560 or about 550 or 
about 540 or about 530 or about 520 or about 510 or about 500 or about 490 or about 480 or about 
470 or about 460 or about 450 or about 440 or aboutV30 or about 420 or about 410 or about 400 or 
about 390 of the Ig gamma-3 probe depicted in Figure Y 

Also provided by the present invention is trie germline Ig gamma-3 probe depicted in Figure 4, sheet 2. 
This RPA probe comprises a nucleic acid sequence about 391 nucleotides in length. The Ig gamma-3 
probe sequence depicted in Figure 4 is preferiWl over the Ig gamma-3 probe sequence depicted in 
Figure 3. In a preferred embodiment, the preserrtJnvention provides Ig gamma-3 RPA probes 
consisting essentially of nucleotides from about 1 toNabout 390 of the Ig gamma-3 probe depicted in 
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Figure 4. In another preferred embodiment, the present invention provides Ig gamma-3 RPA probes 
, consisting essentially of nucleotides fron 1 about 1 or about 5 or about 1 0, to about 390 or about 385 or 
ryA about 380 or about 375 of the Ig gamma^ probe depicted in Figure 4. 



J 



j l Also provided herein are Ig gamma-3 F(PA probes comprising nucleic acid sequences longer than that 
^~ J ^rj depicted in Figure 3, which comprise thi Ig gamma-3 nucleic acid sequence depicted in Figure 3 and 
^/p, |/j \ additionally comprise about 5, or about iV or about 15 additional nucleotides at the 3' terminus. Ig 
|'( v^gamma-3 probes are designed as complements of fragments of the nucleic acid sequence 

conceptually generated by fusion of the nucleic acid sequences depicted at Genbank accession 
numbers AL122127 (being 5') and X161 10 (beJng 3'). The 3' nucleotides (up to about 15 nucleotides) 
of Ig gamma-3 RPA probes which are in additio\ to the Ig gamma-3 probe sequence depicted in 
Figure 3 comprise a nucleic acid sequence which\s additionally complementary to the fused sequence 
of AL122127 and X16110 and contiguous with the preceding complementary sequence. 
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. RPA probes include for example the germline Ig gamma-4 probe depicted in Figure 3, sheet 3. This 
j^J?\\ RPA probe comprises a nucleic aWl sequence about 706 nucleotides in length. In a preferred 
flf /^embodiment, the present invention provides Ig gamma-4 RPA probes consisting essentially of 
nucleotides from about 1 to about 705 ofthe Ig gamma-4 probe depicted in Figure 3. In another 
preferred embodiment, the present inventWi provides Ig gamma-4 RPA probes consisting essentially 
r=l of nucleotides from about 1 or about 5 or about 10, to about 705 or about 695 or about 685 or about 

i=n 675 or about 665 or about 655 or about 645 or atout 635 or about 625 or about 61 5 or about 605 or 

J>Jp about 595 or about 585 or about 575 or about 565 or about 555 or about 545 or about 535 or about 
525 or about 51 5 or about 505 or about 495 of the Ig gamma-4 probe depicted in Figure 3. 



Also provided by the present invention is the germline Ig gamma-4 probe depicted in Figure 4, sheet 
3. This RPA probe comprises a nucleic acid sequence about 497 nucleotides in length. The Ig 
gamma-4 probe sequence depicted rn Figure 4 is preferred over the Ig gamma-4 probe sequence 
depicted in Figure 3. In a preferred emDodiment, the present invention provides Ig gamma-4 RPA 
probes consisting essentially of nucleotide\from about 1 to about 495 of the Ig gamma-4 probe 
depicted in Figure 4. In another preferred ern\x>dirnent, the present invention provides Ig gamma-4 
RPA probes consisting essentially of nucleotides\from about 1 or about 5 or about 10, to about 495 or 
about 490 or about 485 or about 480 of the Ig gamnaa-4 probe depicted in Figure 4. 




Also provided herein are Ig gamma-4 RPA probes comprising nucleic acid sequences longer than that 
depicted in Figure 3, which comprise the Ig gamma-4 nucleic acid sequence depicted in Figure 3 and 
*(fU\ additionally comprise about 5, or about 1y, or about 15 additional nucleotides at the 3' terminus, ig 
gamma-4 probes are designed as complements of fragments ofthe nucleic acid sequence 
conceptually generated by fusion of the nualeic acid sequences depicted at Genbank accession 



numbers X56796 (being 5') and K01316 (beirig 3'). The 3' nucleotides (up to about 15 nucleotides) of 
Ig gamma-4 RPA probes which are in addition to the Ig gamma-4 probe sequence depicted in Figure 
3 comprise a nucleic acid sequence which isjadditionally complementary to the fused sequence of 
X56796 and K01316 and contiguous with the preceding complementary sequence. 

RPA probes include for example the germline lga-1 probe depicted in Figure 4, sheet 1. This RPA 
probe comprises a nucleic acid seq uenca about 400 nucleotides in length. In a preferred 
embodiment, the present invention provides lgot-1 RPA probes consisting essentially of nucleotides 
from about 1 to about 400 of the lga-1 probe depicted in Figure 4. In another preferred embodiment, 
the present invention provides lga-1 RPA probes consisting essentially of nucleotides from about 1 or 
about 5 or about 1 0, to about 400 or about 395\r about 390 or about 385 of the lga-1 probe depicted 
in Figure 3. 



Also provided herein are lga-1 RPA probes comprising nucleic acid sequences longer than that 
depicted in Figure 4, which comprise the lga-1 nucleic acid sequence depicted in Figure 4 and 
additionally comprise about 5, or about 10, or about T5 additional nucleotides at the 3' terminus, lga-1 
probes are designed as complements of fragments of Oae nucleic acid sequence conceptually 
generated by fusion of the nucleic acid sequences depicted at Gen bank accession numbers L04541 
(being 5') and BC005951 (being 3'). The 3' nucleotides (ufV> about 15 nucleotides) of lga-1 RPA 
probes which are in addition to the lga-1 probe sequence depicted in Figure 4 comprise a nucleic 
acid sequence which is additionally complementary to the fuseo^equence of L04541 and BC005951 
and contiguous with the preceding complementary sequence. 



In a preferred embodiment, RPA probes consist essentially of nucleic acid sequences selected from 
the group consisting of the set of lga-1, lga-2, Ig-epsilon, Ig gamma-1, Ig gamma-2, Ig gamma-3 and 
Ig gama-4 RPA probes described herein. Preferably, the RPA probes exclude vector nucleic acids. 
Preferably, the RPA probes exclude genomic DNA. 

RPA probes are sometimes referred to herein as "probes". 

Preferred probe sequences are directed to the germline transcripts of lgA1, lgA2, IgE, lgG1, lgG2, 
lgG3 and lgG4. 



Preferred probe sequences 6Hhe invention are shown in the figures. Figure 3 depicts some "longer" 
probes and Figure 4 some shorteVpreferred versions. Thus, preferred probes include nucleic acids 
consisting essentially of the sequences^hown in Figure 3 or 4. 
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In some embodiments, the complements of the probes shown in the Figures are used. 

In a preferred embodiment, the RPPs comprise labels. By "label" herein is meant an element (e.g. an 
isotope) or chemical compound that is attached to enable the detection of the compound. Preferred 
labels include radioactive isotopic labels, enzymes, and colored or fluorescent dyes. In some 
5 instances labels such as magnetic beads, or indirect labels that can be attached to any of the primary 
labels can be used. The labels may be incorporated into the compound at any position and may be 
attached through linkers. 

A preferred embodiment utilizes radioisotopes such as P 32 . 

In a preferred embodiment, the RPPs can also comprise or encode a purification tag, as is outlined 
l s 0 above for fusion partners. 

[ =Q In a preferred embodiment, RPPs corresponding to housekeeping genes are added to serve as 
;^ internal controls. Suitable housekeeping genes will vary with the cell type used, and include, but are 
not limited to, cyclophilin. 

™ The RPPs and the mRNA mixture comprising the germline transcripts of the invention (or 

E!p corresponding cDNA mixture and cDNA of transcripts) are combined under conditions that favor the 
formation of hybridization complexes. 

! =33 

Q Once the hybridization complexes are formed, at least one RNAse protection enzyme (RPE) is added 

jI= to the mixture comprising the hybridization complexes. RNAse protection enzymes are enzymes that 

digest single stranded nucleic acids (particularly RNA) but do not digest double stranded nucleic acids 
2 0 (e.g. the complex of the probe and germline transcript). A variety of RPEs are known, including, but 

not limited to, RNAse A and RNAse T1 , with mixtures of the two being preferred. Commercial kits for 

these assays are also known. 

The addition of the enzyme allows the removal or digestion of any mRNA that does not correspond to 
the probe sequences. That is, any single stranded nucleic acids in the mRNA mixture are digested by 
2 5 the RPE, leaving only double stranded nucleic acids. 

Once the non-hybridized mRNA (i.e. single stranded) is digested away or removed, the amount of 
germline transcript (hybridized to RPA probe) is detected and/or quantified. This can be done in a 
variety of ways, and can be done with denaturation into single stranded forms if required. Frequently 
gel electrophoresis is used, although other types of size exclusion techniques may be used, or other 
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separation steps. The amount of germline transcript present is inferred by determining the amount of 
RPA probe protected from RNAse digestion. Quantification can be done by normalizing to the level of 
RNAse protected transcripts of housekeeping genes between samples. 

The present invention allows a variety of new assays and compositions. One advantage of the 
5 present invention is that by using sets of probes directed to different germline transcripts, bioactive 

agents that modulate the production of more than one germline transcript can be evaluated. Similarly, 
agents that modulate only one of the germline transcripts and do not modulate others may be found. 
For example, using the set of RPPs in these assays, and testing a variety of compounds, modulators, 
particularly inhibitors, of IgE but not IgA or IgG can be found. 

1 0 The level of multiple transcripts may be determined simultaneously using multiple distinct RPA probes 

directed to distinct germ line transcripts (i.e. designed to be complements of distinct germ line 
^ transcripts) and having different lengths. The individual protected RPA probes may be resolved, 

Ly following hybridization with isolated mRNA and exposure to RNAse, by gel electrophoresis against 

standards or probe samples. Such resolution allows the probes to be identified based on size, and in 

l=fe this way, the levels of multiple germ line transcripts may be determined in a single experiment. 

^ In a preferred embodiment, the present invention provides kits including one or more of the RPPs 

depicted in the Figures or described herein. The kits optionally contain instructions, enzymes, and any 
Un other reagents required, including labeling reagents. 

1=^ As discussed herein, by providing more than one germline probe selected from the group consisting of 

WQ the set of lga-1, lga-2, Ig-epsilon, Ig gamma-i, Ig gamma-2, Ig gamma-3 and Ig gama-4 RPA probes 
described herein, and preferably by providing at least one RPA probe from each Ig group (i.e. at least 
one probe from the set of RPA probes for Iga1 , and at least one probe from the set of RPA probes for 
Igct2, etc.), the present invention provides a composition which allows determination of a profile of 
germline transcripts rather than a single germline transcript, which is highly preferred. 

2 5 All references and nucleic acid sequences at accession numbers cited are herein incorporated by 

reference. 

EXAMPLE 

Probes were designed to span two or more exons to specifically detect spliced messages. 
Mismatched base pairs between the probe and the RNA sample are digested resulting in multiple 

3 0 fragments distinguishable by size from the protected fragment of interest. Protected fragments of the 

correct size distinguish correctly spliced mRNA from genomic DNA, unspliced or aberrantly spliced 
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mRNA, and spliced messages containing exons different from those of the probe such as mature 
spliced antibody mRNA. 

Generating a set of human probes 

Oligo primers were designed to amplify each of the germline transcripts for lgA1 , lgA2, IgE, lgG1 , 
5 lgG2, lgG3 and lgG4. The 5' primer in each case is situated within the intervening exon (l-exon) which 
is an exon uniquely transcribed in germline Ig transcripts as switch recombination results in the 
deletion of this exon from the genome (Figures 1 and 2). The 3' primers are either in the first heavy 
chain constant exon (CH-1) as in the IgE probe, or in the heavy chain constant hinge exon (C-hinge) 
as in all of the IgG probes (Figure 8). Primers were designed within regions having the least homology 
10 using sequence alignments of closely relate genes with the exception of the 5' primer used to amplify 
both lgG1 and lgG3. Probes were amplifed by standard PCR methods from either a cDNA library 
made from primary human B and T cells cultured in a cocktail of cytokines which cause switch 
recombination to IgE in B cells after 2 weeks (from pooled RNAs from several days) or from cDNA 
L-5 made from total human spleen RNA. All 5' primers contain a Hindlll restriction site and all 3' primers 
¥5 contain a Bam Hi site allowing the PCR fragments to be cloned in a convenient vector containing a T7 
:.q RNA polymerase promoter using standard methods in the orientation for transcription of antisense 

Cn message (Figure 9). Multiple clones from each bacterial transformation were sequenced by standard 

methods to identify correct probes. All probes except IgE were shortened after cloning by removing 
portions of the 3' ends. The shortened probes are preferred herein. 

2t> RPA using probes for human lq germline transcripts to screen modulators 

l ad The standard method for carrying out an RPA assay is to radioiabel an antisense RNA copy of a probe 

by in vitro transcription using a bacterial promoter and NTPs one of which is an a 32 P NTP. Probes can 
also be labeled with other radioactive dNTPs or nonradioactive reagents such as fluorochromes or 
other detectable moieties during or after the transcription reaction. Kits for performing this assay are 

2 5 commercially available. The antisense probe is then hybridized in excess with a limiting amount of 

cellular total or polyA+ RNA. The same amount of cellular RNA is also hybridized to radiolabeled 
probes for internal housekeeping gene transcripts such as cyclophilin. These probes are commercially 
available. The RNA hybrids are then digested with either RNAse T1 or RNAse T1 and RNAse A to 
remove all single stranded regions of RNA. The antisense probes are optionally additionally incubated 

3 0 with nonhybridizing RNA such as yeast RNA and then digested as a positive control for the 

completeness of digestion. The remaining double stranded RNA is then electrophoresed in an 
acrylamide-UREA containing gel along with labeled size markers and undigested antisense probe. 
The bands are visualized using beta imaging equipment or exposure of imaging film, or other 
detection techniques depending on the label. A typical result could be that the lane loaded with 
3 5 undigested probe or probes would contain bands of the size of the full-length probe. Lanes containing 



26 



non hybridizing and digested RNA would contain no bands or faint bands of full-length residual 
undigested probe. Lanes containing cellular RNA hybridized to probe or probes and digested would 
contain the predicted protected fragment if the cells from which the RNA was extracted produce the 
transcript of interest. If bands appear that are smaller than the predicted protected fragment the cells 
5 produce a transcript containing one or more exon, partial or complete, contained in the probe but not 
the transcript of interest. If no band appears the cells are not making a detectable amount of any 
transcript containing any of the exons that are in the probe. Utilizing the probe set for human germline 
immunoglobulin transcripts any measurable change in the level of germline transcript produced can be 
quantified. The intensity of the protected probe fragment band signal is directly correlated with the 

1 0 amount of germline transcript present in the cells. Quantification can be carried out between one or 
more probes in the same sample of RNA or between samples of RNA by normalizing for the 
expression of internal housekeeping standard transcripts (data not shown). Whole animals, cell 
cultures from primary tissue, or established cell lines can be treated with peptides, small molecules, 
cDNAs, cytokines or other modifiers and the extracted RNA can be examined using the RPA probes 

is for expression of germline transcripts (data not shown). 
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